BIOCHEMICAL SOCIETY TRANSACTIONS is worth noting that the lines for the various NADP+ concentrations intercept at a single point, as expected for this two-substrate enzyme. It is also significant that the lines are straight, even at comparatively low substrate concentrations. This indicates that the system is gradientless over the whole range of concentrations of substrates used.
There have been several investigations on biochemical changes in the liver due to aflatoxin (see Wogan, 1969) . Aflatoxin B1 has been shown to produce an activation of 2,4-dinitrophenol-induced adenosine triphosphatase in rat liver mitochondria, and this suggests that the toxic compound may affect processes of energy conservation (Bababunmi & Bassir, 1972) . No effect was, however, noticeable in the mitochondria obtained from kidney, heart and testis, in accordance with the low distribution of aflatoxin in these tissues after an intraperitoneal injection. ATP serves as the intermediate energy carrier between the energy-yielding and energy-requiring systems. Since aflatoxin does not affect the activities of some enzymes involved in biological oxidation up to 48 h after poisoning (Clifford & Rees, 1967) , the current work was undertaken to determine the effect on the activity of rat liver isocitrate dehydrogenase in vitro in the presence of afla- --
toxin. This enzyme is considered a regulatory factor in the tricarboxylic acid cycle (Cox & Davies, 1970) . The liver was removed from a freshly killed male albino rat (body wt. approx. 250g) and homogenized in four times its weight of 0.34~-sucrose. The homogenate was centrifuged at 600g for lOmin in an MSE Angle 13 refrigerated centrifuge to remove the cell debris and nuclei. For the preparation of mitochondria the supernatant was centrifuged at lOOOOg for 15 min. After the supernatant had been decanted the mitochondria1 pellet was resuspended in 0.34~-sucrose in 20m~-Tris buffer, pH7.4, to give a final volume of 0.5 ml/g wet wt. of tissue. NAD+-linked and NADP+-linked isocitrate dehydrogenase activities were determined in the mitochondria and the latter also in the 'mitochondriafree' supernatant by the method described by Rendina (1971) . Aflatoxin B1 (obtained from Makor Biochemicals, Jerusalem, Israel) used in these experiments was dissolved in a minimum quantity of propane-1,2-diol. Portions of 6.8mhl-aflatoxin in deionized water were added to the reaction vessels. Water alone was added to the control vessels. The results summarized in Table 1 show that aflatoxin B1, the most potent metabolite of Aspergillusfiavus (Wogan, 1966) , did not affect the NAD+-linked isocitrate dehydrogenase activity in the mitochondria but raised slightly (with no significant difference) the activity of the NADP+-linked enzyme in the supernatant. This agrees with the results obtained in vivo by Shankaran et al. (1970) . Also, no significant difference was found between the activities of either the NAD+-linked or the NADP+-linked enzyme from the tissue mitochondria, indicating that the decrease of isocitrate dehydrogenase activity in vivo (Clifford & Rees, 1967 ) observed 72h after poisoning may be due to an indirect action of the toxin on the intact system.
Our present results indicate no involvement of aflatoxin with the operation of isocitrate dehydrogenase within the mitochondria in connexion with the regulatory role of the enzyme in the tricarboxylic acid cycle.
